The protein binding method of MURPHY was investigated. The influence on the sensitivity of the method of the adsorbent used for the separation of bound and free cortisol was systematically analyzed. The criteria for the reliability of the method are reported. Plasma samples from 50 blood donors were analyzed to test specificity and the same samples were analyzed by a specific reference method. In the plasma of healthy adults, the protein binding method is specific for the measurement of cortisol. The fluorometric methods studied in the first communication are compared with the protein binding method.

